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Table 1. Cotransfections on 293 and 293Cre4 cells for rescue of LacZ vectors 
(±loxP) 



Plasmid combo Plaques/dish Plaques/dish 

DNA (293ceUs) (Totals) (293Cre4 cells) (Totals) 



pCA36:pBHG10 5:5 0,0,0,0 0,1,2,0 

5:10 0,0,0,1 1,0,0,0 

10:10 2,0,1,1 1,2,0,0 

(5) (7) 

pCA36:pBHGloxAEl,3 5:5 0, 0, 0, 1 0, 0, 0, 0 

5:10 0,0,0,1 0,0,0,0 

10:10 0,0,2,1 0,0,0,0 

(5) (0) 

pCA361ox:pBHG10 5:5 1,3,1,0 0,1,0,1 

5:10 0,1,0,0 0,0,1,2 

10:10 0,0,0,0 0,1,1,0 

(6) (7) 

pCA361ox:pBHGloxAEl,3 5:5 1,0,0,1 15,14,20,20 

5:10 0,0,0,0 11,15,12,16 

10:10 0,0, 1, 1 18, 9, 10, 8 



(4) 



(168) 
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Table 2. Cotransfections on 293 and 293Cre4 cells for rescue of LacZ Vectors 
aioxP) 



Plasmid combo 



pCA36:pBHGloxAEl,3 



pCA361ox:pBHGloxAEl,3 



pCA361oxA:pBHGloxAEl,3 



FG140 



fig Plaques/dish 

DNA (293 cells) (Totals) 

5:5 1, 1, 2, 6, 2, 3 

(15) 

5:5 1,2,2,2,2,1 

(10) 

5:5 0, 0, 0, 0, 0, 0 

(0) 

1 72, 72 



Plaques/dish 

(293Cre4 cells) (Totals) 

1,1,2,1,2,3 

(10) 

41,44,41,41,44,31 

(242) 

41,36,55,34,24,40 

(230) 

150, 115 
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Table 3 Efficiency of Ad vector rescue by cotransfection with pBHGloxAEl,3 and various 
shuttle plasmids^ 



Cell line Shuttle plasmid Plaques/dish Average/dish 



293 


pCA361ox 


6, 2, 3, 3, 5 


3.8 




pCA361oxA 


1,4, 0, 0,0 


1.0 




pCA361oxACreR 


2, 2,4, 3,2 


2.6 




pCA361oxACreT 


9,4, 4, 7,3 


5.4 



293Cre4 pCA361oxA 23,28,22,28 25.3 



* 5\ig of all plasmids were used in cotransfections. 
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Table 4. Efficiency of Ad vector rescue by cotransfection of 293 cells with pBHGloxAEl,3 and 
shuttle plasmids encoding Cre^. 



Cell line Shuttle plasmid Plaques/dish Average/dish 

293 pCA361ox 2,3,1,0,1 1.4 

pCA36IoxA 1,0,0,0,0 0.2 

pCA361oxACreT'' 3, 1, 5, 2, 4 3.0 

pCASSloxACrerrR" 2 1 , 20, 42, 34, 40 3 1 .4 



*A11 cotransfections performed with 5 |ig of the indicated shuttle plasmid and 5pg of pBHGloxAEl ,3 
•"Plasmids illustrated in figure 8c. 
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Table 5. Efficiency of rescue of fibre and E4 genes into Ad by cotransfection with pFG1731ox 
andpFG231ox" 







Number of plaques (average/dish) 




Plasmids 


ligDNA 


293 cells 


293Cre4 cells 




pFGlTSlox" : pFG23dXlloxc' 


5:5 


0,0,0,0 (0) 


33, 27, 39, 26 


(31) 




2:2 


0,0,0,0 (0) 


9, 15, 10, 9 


(11) 


pFG173 : pFG23dXl 


5:5 


0,0,0,0 (0) 


0, 0,1 


(0.3) 


pFG140 


1 


95 


93 





^Cotransfections as diagrammed in figure 9 
^Diagrammed in figure 9b 
""Diagrammed in figure 10 



Table 6. Recombinant virus rescue following cotransfection of 293 cells with shuttle 
plasmids with or without a Cre expression cassette 



Plasmid 


Number of plaques/dish (average/dish) 


pCA36 


1, 0, 0, 0 (0.3) 


pCA361ox 


1,1, 1,0(0.8) 


pCA361oxA 


0, 0, 0, 0 


pCA361oxACreT 


2, 1,2,2(1.8) 


pFG140 


40,31 (35.5) 



293 cells were cotransfected with 5 |ig of pBHGIoxAEl,3 and 5 |ig of the indicated shuttle 
plasmid or 1 ng of pFG140 
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Table 7. Efficiency of Ad vector rescue by cotransfection of 293 cells with pBHGlO and 
shuttle plasmids with a single ITR or an ITR junction 



Plasmid 


\ig of DNA/60inm 


# of Plaques 


Average 


pCA35:pBHG10 


2:2 


2, 0, 0, 1,0,2 


0.83 


5:5 


2, 2,2,1 


1.75 


pCA35ITR:pBHG10 


2:2 


19, 11, 14, 12 


14 


5:5 


23, 23, 14, 17 


19.25 


pFG140 


1 


96, 106 


101 
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Table 8. Cotransfections on 293 and 293Cre4 cells for 
rescue of LacZ vectors (+ lox, + ITR junction, + CRE) 



Shuttle Plasmid Plaques/dish Plaques/dish 

(293 cells) (Average) (293Cre4 cells) (Average) 

pCA361ox 0,0,0,0 (0) 13,15,3,13 (11) 

pCA351oxrrR 8, 13,21,19 (15) 111, 131,100,130 (113) 

pCA36IoxA 0,0,0,0 (0) 10,8,9,12 (10) 

pCA351oxArrR 0,0,0,0 (0) 91,127,141,118 (119) 



pFG140 ^ 75 83 



^ All cotransfections 5jLig shuttle plasmid + 5|jg pBHGloxAEl,3 
''l^g/dish 
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Table 9. Cotransfections on 293 and 293Cre4 cells for rescue of LacZ 
vectors (+ lox, + ITR junction, + CRE) 



Number of plaques /dish (average/dish) 

Plasmids fig DNA /dish 293 cells 293Cre4 cells 

pCA36:pBHGloxAEl,3 5:5 ND 0,3(15) 

pCA361ox:pBHGloxAEl,3 2:2 ND 9,3(6) 

5:5 2,0,0,0(0.5) 30,31,30,30(30.25) 

pCA351oxACreITR:pBHGloxAEl,3 2:2 ND 71,60,56,79 (66.5)* 

5:5 36 100,96 (98) 

pCA351oxArrR:pBHGloxAEl,3 2:2 ND 55,64,75,63(64.25)* 

5:5 0 120,113 (116.5) 

pCA351oxrrR:pBHGloxAEl,3 2:2 ND 53,54,61,66(58.5)* 

5:5 ND 130,126(128) 

pFG140(DC) 1 92 178 

pFG140(CE) 1 94 118 



* 5 plaques picked from each of these cotransfections and analyzed. All + for P-gal and all had 
predicted viral DNA structure 
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Table 10. Cotransfections on 293 and 293Cre4 cells for rescue of 
LacZ vectors (± lox, ± ITR junction, + CRE) 



Number of plaques/dish (average/dish) 



Plasmids* 


ugDNA/dish 


293 cells (average) 


293 Cre4 cells (average) 


pCA36 


5 


1.0,0,0 (0.3) 


1,0,0,0(0.3) 


pCA361ox 


5 


1,1,1,0(0.8) 


10,18,6,7(10.3) 


pCA361oxA 


< 


0,0,0,0 


6,4,3,0 (3.25) 


pCA361oxACreT 


5 


2,1,2,2(1.8) 


4,4,2, (3.3) 


pCA351oxACrerrR 


5 


14,23,25,23 (21.3) 


116,79,83,100(94.5) 


pCA351oxArrR 


5 


0,0,0,0 (0) 


65,62,64,51 (60.5) 


pCA351oxITR 


5 


4,3,4,0 (2.8) 


114,101,75,79 (92.25) 


pFGUO (DC) 


1 


40,31 (35.5) 


106,92 (99) 


pFGUO (CE) 


1 


21,19(20) 


44,42 (43) 



*cotransfections with 5|ig pBHGloxAEl,3 except for pFG140 
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Table 11. Cotransfections on 293 and 293Cre4 cells for rescue of 
LacZ vectors (± lox, ± ITR junction, ± CRE) 



Number of plaques/dish (average/dish) 



vjcnonuc piabiniu 


onuilie pidsmiu 


^yj Cells 




pBHGloxAEl,3 








t^r^ A 1 rw A 

pL.A3oiOXZ\ 


n n n A ((\\ 


Q O'i OA 1 O r'17 Q^ 

y,z^,zu, ly i^l / .o; 


pUAojlOXllK 


zo,z/,iD,lZ v^U; 


Q1 lAt c/^; /'Q^^ 


-rsC^ A ^1 ^-kv A r^f *»TTP 

pv^AoDioxiiv^rei 1 K 




QA on OA OO /'O^^ 


ptJxlLrioxiAii i ,:)V^re 


pV^A^D 


1,1, u,U vU.J ) 


0 0 A /"I Q^ 
Z,J,Z,U (,l»oy 


pCA361oxA 


6,5,4,3 (4.5) 


20,14,28,24(21.5) 


pCA351oxrrR 


71,61,1^,16 (74.5) 


125,120,130,135 (128) 


pCA351oxACreITR 


40,46,47,34(41.8) 


83,90,88,89 (87.5) 


pBHGloxAEl,3CreR 


pCA36 


0,0(0) 


nd'' 


pCA361oxA 


2,0(1) 


ND 


pCA351oxITR 


39,29 (34) 


ND 


pCA351oxACrerrR 


7,6 (6.6) 


ND 


pFG140 




61,52 (56.5) 


85,87 (86) 



Cotransfections with 5 ^ig each plasmid/dish except 1 ^g/dish for pFG140 



''Not done 
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Table 12. Cotransfections on 293 and 293Cre4 cells for rescue of 
LacZ vectors (+ lox, + ITR junction, + CRE) 



Plaques / dish (average / dish ) 



Genomic plasmid 


Shuttle plasmid 


ug DNA 
/dish 


293 cells 


293Cre4 cells 


< 

X 

o 
O 

pq 


pCA36 


5:5 


2,2,1,0(1.25) 


2,1,1,1 (1.3) 


pCA361oxA 


5:5 


2,0,0,0 (0.5) 


26,28,25,27 (26.5) 


pCA351oxrrR 


2:2 
5:5 


ND^ 
3,9,6,6 (6) 


75,90 (82.5) 
TNTC'' 


pCA351oxArrR 


2:2 
5:5 


ND 
1,2,1,0(1) 


55,64 (59.5) 
TNTC 


pCA351oxACreITR 


2:2 
5:5 


ND 

33,28,35,31 (31.8) 


61,64(62.5) 
TNTC 


U 

S 
< 

o 

5 
ffi 
m 

ft 


pCA36 


5:5 


2,2,1,0(1.25) 


4,1,1,0(1.5) 


pCA361oxA 


5:5 


6,4,4,6 (5) 


21,25,21,17 (21) 


pCA35loxITR 


2:2 
5:5 


ND 

57,49,45,54(51.3) 


90,96 (93) 
TNTC 


pCA35IoxArrR 


2:2 
5:5 


ND 

39,45,39,46 (42.3) 


75,87 (81) 
TNTC 


pCA351oxACreITR 


2:2 
5:5 


ND 

54,64,41,40(49.8) 


117,103(110) 
TNTC 


pFG140 




1 


114,96(105) 


125,140 (132.5) 



^Not done 



*^Too numerous to count 
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Table 13. Cotransfections on 293 and 293Cre4 cells for rescue of 
LacZ vectors (CRE expressed from plasmids, by 293 cells, or both) 



Genomic 
plasmid 




iipDNA/dish 


Plaques/dish (average/dish) 






293 cells 


293Cre4 cells 


rn 

W 
<I 

X 

o 
O 


pCA351oxITR 


5:5 
2:2 


3, 6, 9, 13 (8) 
6, 4,1,3(4) 


TNTC^ (2:109) 
65, 55, 64, 69 (63) 


pCA351oxArrR 


5:5 

2:2 


0,0(0) 
1,0(0.5) 


TNTC(>117) 
49, 57, 47, 54 (52) 




pCA351oxACreITR 


5:5 
2:2 


18,21,43(27) 
18, 12, 21, 24 (19) 


TNTC (sill) 
74,61,50,49(59) 


u 


pCA351oxrrR 


5:5 
2:2 


52, 66, 63, 57 (60) 
48, 47, 32, 43 (43) 


TNTC (> 116) 
72, 85, 69, 75 (72) 


oxAEl,: 


pCA351oxArrR 


5:5 
2:2 


40, 36, 32, 63 (43) 
48, 43, 52, 46 (47) 


TNTC (s 122) 
93, 104, 106, 100 (101) 


pBHGl 


pCA351oxACrerrR 


5:5 
2:2 


54, 56,51 (54) 
33,37, 35, 19(31) 


TNTC (>68) 
110,94, 89, 83 (94) 


pFG140 




1 


114 


150 



Too numerous to count 



